Fig.S1. Isolated satellite cells in culture correctly differentiate in absence of Nfix, while expressing higher levels of slow MyHC, Related to Fig.1. (A) Immunofluorescence analysis of total MyHC expression (red) on wild-type and Nfix null satellite cell-derived myotubes after 48 h in differentiation medium. Hoechst was used to stain nuclei. n=3 independent myoblast preparations. Scale bar represents 50µm.
Fig.S2. Number and proliferation of satellite cells associated to myofibers does not change in the absence of Nfix, Related to Figs.2 and 3.
(A) Quantification of Pax7 + satellite cells associated to freshly isolated wild-type and Nfix null myofibers. (n=35 WT and 41 Nfix null myofibers). Data are presented as mean ± SD. ns: not significant, two-tailed unpaired t Test.
(B) Quantification of MyoD + satellite cells associated to wild-type and Nfix null myofibers after 24 hours in culture. (n=32 WT and 34 Nfix null myofibers). Data are presented as mean ± SD. ns: not significant, two-tailed unpaired t Test.
(C) Quantification of the percentage of proliferating (EdU + ) wild-type and Nfix null satellite cells after 2 (n=18 WT and 14 Nfix null myofibers), 6 (n=7 WT and 15 Nfix null myofibers), and 12 hours (n=8 WT and 16 Nfix null myofibers) (h) in culture. Data are presented as mean ± SD. ns: not significant, two-tailed unpaired t Test.
(D) Quantification of the percentage of satellite cells expressing MyoD and Pax7 after 6 (n=9 WT and 22 Nfix null myofibers) and 12 hours (n=10 WT and 24 Nfix null myofibers) in culture. Data are presented as mean ± SD. ns: not significant, two-tailed unpaired t Test.
(E) Measurement of the myofiber cross sectional area distribution in WT and Nfix null regenerating muscles at different time points from injury. n=225 myofibers. Data are presented as mean±whiskers from min to max. ***P < 0.001; twotailed unpaired t Test. (B) Measurement of the myofiber cross sectional area distribution in regenerating muscles of Tg:Pax7-Cre ERT2 :Nfix +/+ (indicated as WT) and Tg:Pax7-Cre ERT2 :Nfix fl/mice with (TMX) or without (NO TMX) tamoxifen at different time points from injury. n=750 myofibers. Data are presented as mean±whiskers from min to max. ***P < 0.001; two-tailed unpaired t Test.
(C) Immunofluorescence analysis of Nfix expression (green) in Tg:Pax7-Cre ERT2 :Nfix +/+ and Tg:Pax7-Cre ERT2 :Nfix fl/mice with (TMX) or without (NO TMX) tamoxifen treatment 7 days (d) after cardiotoxin injection. Laminin, purple; Hoechst, nuclei. n=3 mice for each group. Scale bar represents 100µm. (B) Measurement of the myofiber cross sectional area distribution in WT and Nfix null regenerating muscles electroporated with scramble or shmstn plasmids. n=475 myofibers. Data are presented as mean±whiskers from min to max.***P < 0.001; two-tailed unpaired t Test.
(C) Immunofluorescence analysis of developmental MyHC expression (dMHC, green) on regenerating wild-type and Nfix null Tibialis Anterior m uscle sections after muscle electroporation with a control plasmid (scramble) or with a plasmid carrying an shRNA targeting myostatin (shmstn). Muscle sections were collected and stained 7, 10 and 14 days (d) after cardiotoxin (CTX) injection. Muscles were electroporated 4 days (d) after cardiotoxin injection. Laminin, red; Hoechst, nuclei. Images represent photomerge reconstruction of the entire muscle section shown in Fig.6 . Scale bar represents 500µm. 
